A semiautomated, enzymatic, fluorometric method for the determination of the low glucose concentrations normally present in urine from subjects in the fasting state is described. The method is developed from a manual, enzymatic, fluorometric technic for the determination of urinary glucose using hexokinase (HK) and glucose-6-phosphate dehydrogenase (G-6-PDH).
The samples may be stored at room temperature up to 4 days with this preservative, or longer if frozen.
Resin Treatment
The optimal conditions for the resin treatment of the urinary specimens have been described in a previous communication (17). According to this, 0.2 ml. of urine are diluted with 3 ml. of water, and a "spoon" of the mixed resin (2 ± 0.25 gm.) is added to the test tube which is then thoroughly shaken. The test tubes are allowed to stand for 10 mm., then shaken again, and centrifuged.
The supernatants are transferred to the AutoAnalyzer specimen cups and analyzed according to the automated procedure. The standards must be treated the same as the urinary specimens.
Instrumental Considerations and Operating Procedure
The manifold and the flow diagrams for use with the AutoAnalyzer are shown in Fig. 1 to fluorescence intensity using treatment.
In a series of 272 urinary specimens selected at random from apparently healthy subjects and from hospitalized patients, the median blank fluorescence corresponded to 0. 3 mg. of glucose per 100 ml. of urine (Fig. 2) . In 90% of the samples, the blank fluorescence corresponded to a glucose concentration of less than 1.0 mg./100 ml. of urine. All the samples in which the blank fluorescence was equivalent to more than 1.5 mg. of glucose per 100 ml. of urine were collected from hospitalized patients undergoing treatment for a variety of medical complaints.
It may be mentioned that, in some rare instances, the blank fluoresceuce was found to correspond to 8.4-12.9 mg. of glucose per 100 ml. of urine. These urinary specimens were collected from patients suffering from monocytic leukemia and the specimens also had a high concentration of lysozyme (18). It is suggested that this high blank fluorescence remaining after the resin treatment was due mainly to the fluorescence of the lysozyme present (19). Figure  3 shows a typical calibration curve with glucose concentrations of 0.5, 1.0, 1.5, 2.0, 2.5, 5, 10, 15, 20, and 25 mg./I00 ml. of water. In Fig.  4 are presented the strip-chart recordings on which the calibration curve is based. It is obvious that the calibration curve is linear to the upper concentration limit. This was also true when glucose concentrations up to 50 mg./100 ml. of water was tested, but sensitivity was then reduced.
Moreover, Fig. 4 
Conclusion
The present semiautomated assay of urinary glucose-applying an enzymatic, fluorometric technic-has been shown to be sufficiently sensitive for the determination of the low concentrations of glucose normally present in urine from subjects in the fasting state. The chief advantage of the method is that it affords opportunities, at a low cost, for largescale screening for subnormal urinary glucose concentrations which have been shown to be a reliable indication of significant hacteriuria (15, 16 ).
